
[bookmark: _GoBack]Figure S1. Analysis of LC3 and SQSTM1/p62 levels in OPSCC cell lines. (A) Densitometric analysis of LC3-II (upper panels) and SQSTM1/p62 (lower panel) of western blotting in HPV-negative SCC89 and SCC25, and HPV-positive SCC90 and SCC154 cells reported in Figure 1A. Band intensities were normalized to GAPDH expression levels and reported as fold of changes compared to the respective HPV-negative counterpart (n=3, mean ± SEM. ANOVA 2-way test, *P<0.05 **P<0.005). (B) Real time PCR for the analysis of LC3B and SQSTM1/p62 mRNA expression in HPV-negative SCC89 and HPV-positive SCC90 cells (n=3, ** mean ± SEM. Two-tailed Student’s t-test, P<0.05 ***P<0.0005 ****p<0.00005). (C) Densitometric analysis of SQSTM1/p62 western blotting in SCC89 and SCC90 (upper panel) and SCC90 and SCC25 and SCC154 (lower panel) cells referred to Figure 1B. Band intensities were normalized to TUBA/tubulin and GAPDH expression levels, respectively and reported as fold of changes compared to the respective untreated counterpart (n=3, mean ± SEM. ANOVA 2-way test,  *P<0.05 **P<0.005 ***p<0.0005).
Figure S2. Analysis of AMBRA1 levels in OPSCC. (A) Western blotting analysis of AMBRA1 and BECN1 protein expression in HPV-negative SCC25 and HPV-positive SCC154 starved cells. Right panel: densitometric analysis of AMBRA1 protein levels (n=3, mean ± SEM. ANOVA 2-way test, *P<0.05 **P<0.005). (B) Representative images of AMBRA1 IHC of negative- and positive-HPV formalin-fixed paraffin-embedded primary OPSCC from the Regina Elena National Cancer Institute of Rome, Italy. Scale bars: 30 µm. (C) Western blot analysis of AMBRA1 protein levels in HPV-negative SCC25 and HPV-positive SCC154 cells, where proteasomal, calpains or lysosomal activities were blocked using MG132 at 5 mM, ALLN at 10 mM and bafilomycin A1 at 5 nM for 5 h, respectively. Lower panel shows the densitometric analysis of 4 independent experiment reported as the fold of changes compared the each untreated cell line (mean ± SEM. ANOVA 2-way test, *P<0.05, **P<0.005).
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